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g^SUfc SCID ^ £ * £: invivo t'ODHMEQ©^^?:! 

HI 3 4 , H it *3 v^ T ^ £fctmi$#tLfcBl^ftB 

|g| 3 5 tt. <£> — Hlfe^J l-*3 D H M E Q <D in vivo 

£ m -f IS "C *> 5 □ 

io in 3 6 » N *mw<D-mmm\~&^r , dhmeqo&i+i&w 

l^$j(t5 t fiSiia^tMt?. in vitro *f 5fi ffl] «<J JH: O 

-C. h fcRSti t> <Z> "Cteft # IB *W # "t? M £ 

20 JxTV^S^^W^^I^^fe^^^ffll^*^^ 2fc 5B IB L 7h IB 

Tf 5 . 

^^(D*J-^jE^^bX«, #J £ f 3 . * ^ * ^ m > 6 ik #s fc ^ & ^ 
If 5 r. £ X' £ S tf* s ~ PB ^ £ H 3 t> tf> ft 0 tfc, 

jjtK5#iBiiafc3BHi-ss#t©akii^r4. ffit*«Hjs©r#b— 
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n t & X* t 5 # N r^if,l:P5^$ti5t)Ot|j:^v^ 0 r. r -e , It 
glfflSSOT b ~ ;* # # L ft £ ft . #3S93fc#3B£*afife 

7 # h - V * Hi # # U ft V^ n t ^I*t5^ N Ttf h - V * & 

# L * V^ $J » £ S'J % 11 « ffll © T # f ^- V ^ i s 4 C t X t> 

^ ^ „ <c*s. an^e, ^a^^^i^c^^sr^ru, m*- 
nf- k b <o m -rts . tm t* — * & m w . m^mrn, mik&ik 

t 5 (Albert S.Baldwin, J. Clin. Invest. 107: 241-246 

(2001)) o £ *b ^ , {k^SR feX ttifelt ilftSRIfelJ: i a **Biia^^ 
(Albert S.Baldwin, fffi), t£ o T N # |g # fe « N Jh 3$ 

(epoxyquinoraicin C) <£> 3s £r t> t 7* If ^ ^ b . ^ L fc 

± iz£ © — J^^(1)T?^$HS DHME Qi5SSSf ffllrttS £ % 
^ T V> fc o 

# # f 2 , DHMEQ£rfflV^-C. ^ATiSSei^y W 
it (ATL) mifa(D NF-kB ©Sttfkt^i^^i^i^fci:-^, 
D H M E Q fi N ATL JIS <£> NF- icB ©?Si<Mb£rP.i.#i~5- £ 4" W b 
j^Mbfc ^fc N DHMEQ4^V^T > ATL #» IS © 5fi -5- *. 5 
^ri^fct r 5, D H M E Q « > 3ESS^fla©^JB«RH.*bJfe 
V> 36 s % ATL ^fflJJS©J#5Sfiffi.^"f~5 ^- £ 4 IE £>1>*K\sito 
ATL^J3a©T^h-^^0^#^-^^S^#4p-<fci:^5. D 
HMEQIiATL«©7!K b - * tt^^i" 5 # , *H J8S <D 7 

# h — */ * \t ffi m I* ft v^n i^^b^i- tfc 0 NF- K BPai 

(WO01/12588 AlK ^v 1 K V ( panepoxydone ; Biochem. 

Biophys. Res. Commun. 226, 214-221, 1996), i/ 9 n x. *r *S 
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Ky ( cycloepoxydon ; J. Antibiot. 51, 455-463, 1998), SN-50 
(J. Biol. Chem. 270, 14255-14258) & m tf 5 ^ t t? #3 c * 
OflJl<Z> NF-bB Ra#f^fflSr5ff-r5^'fr»©»3i^fe«:^ & T © * 
jR KlfB^ £ tbT V> 3 o K l^tt Biochem. Biophys. Res. 

Commun. 226, 214-221, 1996 ^ IB * v' ^ n x # i/ K ^ 

J. Antibiot. 51, 455-463, 1998 ^ N SN50 J. Biol. Chem. 270, 
14255-14258, 1995 fc: 1B*S £ "C V* 3 „ 

£ fc. #38 93 # tt . DHMEQ^rffiV^X. * i? * ^ y ^ ^ Jfi 

m&<Dmm\z.J§> t dhmeq«, nf-bB 

nf- k b 36Sffi^4^uTv^^v^#ifi«^oeJlb.lS»^Jla©^l^J»^±Ia.* 

Uft^ £. £ «:W h 36>fc Ufc„ ^ fc . DHME Q £r ffl V N T > ^36«e 

U ^ & ° T v ' ^ ^ ° fc ° -LiE©- 

)8S(l)t'$^5 NF- b B »#5fflD HME Q tt.NF- k B tfi&ttfb 

Rt5i i) mmmifoKM-i- z>&m®.&&^z. t &w 

3&o-CV>*„ t£oT. DHMEQtt, f£ 5fe <£> it & SE & ± M A 5 ^ 

dhmeq«> m*mi&<DTtf h-fxmmnt *> 
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* * f y ^ • * # ^ * ft > # IS it f± % 

#^i4#M®^©^S€$BJ&44®^^ri s ^*ft^ 6 da. »± > ^ * 

^ & & * n 6 „ 

mmum & m \z x o x ^ y ^ y<mm\km^n^<omM^nu-r s 

r t # -c £ . rtit i y>'^»Sttlt3i»*^BSXttf&*'t*s 
^ 13 m \z m. £ ft 5 t> «> # v> tf* % SftU y^Kilfix S Jfa. *s 

it. ei^xiitiffi^is ±m\zM7F vtz&m v f*xm&m. 
jgtt y v^utama, ejfe#fJBjaxtt#tt«3Hiifla«>T3!i«b*-^^« 

i£ fc: 0 51 13: ^ m X* £ £ 0 ig 14 y It x & Jfia. *S X # H « > 
± IB ^ m m u <fr @ y ^^^J514It*^^*^S 0 

-i&sS U) -e;g £ n 3 ^ . DHMEQ) *5j:t*-€:tf> 

(*m»©*^t>:E#jSaji&te£5#j££fts*P#) & lis fl 5 ffi i - 
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^^vn^s, ^^H^^<D^m^«3^T (BIS), 

NF- k B tfSfS14ft lui 9, ICAM-U VCAM-U E— fe V * ^ 

W£^©&*#^©#m&i&t£fb * > IE ^ ifc 

© A -X J§§ *® "C t> E— fe v^f y©!) j/y Kt*fc5V7 I> / >f 
^ -X *s J« 36 S "t - « £ fc^fft#$*tT33»3 N jfrf 1*3 & $B IS f*T<7> Ite ^ 
H ^ t? *> S nf- k B # i& i*Mb £ *t 5 . ^:»««BJia^iliL < B p i^&*W 
J&iftffi-t U^i- < ft t> > :tiia!)if^-iWU^t< 

jm 05 m m o ft a* a £ # £ e> fi . nf- K b mm n « sb ^ « ^ 

# 3§ BJ3 # £> > D HME Q Irffl > DHMEQ^t 

MHfflFlMIRrt-SSNHia (huvecs) <d & m ft =¥- & 

-< fc o TNF- a ^ «t 3 NF- B BOSIttflSt^/»'V7 bTy'fe'f 
9IFffitfci:r6> I K B — a (DftM^^Mir 3 n ft < . NF- k b 
^) ^ tt ft ^ «) ffl t fc 0 £ , ^^^^^yn^^w^^^-C- 
TNF- a laotHi^nS ICAM-U VCAM-1, E-fe ^ # f is <D 31 
jSHi4^.5DHMEQ©*f SrW^fci: ^5, r*lb^*#^<Z> 
^^^i$iJ HilCfiifigt HUVECs &JfiL#f#fflfl££ 

HUVECs (D&#bW.&-t * ^ SL^to^fr. & &L&<D tilL*&&t^<0 

& lite ^ «J ffl ffl K o ft * s 5 o t£ o T . NF-/cBH.Wf^ffiSr : ^i" ; 5Jtia 
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6 (HI). «3fc-t-«*16«I^ ± 5 , DHMEQItiiif ^ 

& SB AS © & # B * <*> 38 fttf 81 £ UTWffl-C^So 

X in vitro fciVin vivo X MM \Z X- Z> &m * W K. t Z> , 
fCo -jR^ (i) ^ n « J: U«*©Ka^W»z:flF* * 

sun, %mmm<D nmnu^^^^-r z - ^ot, ^tiooit 

?L*©ife*r±. ^S'Jt5^ te^ilfe ( St * H * IS JB "f 
© # ft tt * £ f? 38 & C 3b ^ tf* &> 5 ~ i: 

$ ( m ft ffl ) # #> 3 £ 5 ft <£> iH # s ^ > ^ SJ » 1* t> ^ # 

te&fccom 6 o % -c &> «5 > o % © & # r± a ?u a> e> * ^ * 

i/WfeZmmir % ^ £ ri* T* # ft *^*/v j e^SSffet>S&i4©W 
S^fcD, t ftoTV>*. t£oT. DHMEQIiai 

let UT^f l^tffl T? <5 i: V> t 5 , 

K «fc < ^f>H5l^S^S©^ ^ = IL-6-^ TNF-a 3&S IB 

R& m fc± . K ^ £ 3^tfccD^I&/3fcSt-W^T*$>5£:#;ts !5 

W ^ & 5 £ £r Ji^ tti l fc „ r. tt m £ Q , dhmeq^^^ 
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& fc, ^IgW^^SEJma^WttN NF- k B <D?£ttte SrlflSi" § 
r. k & X * 6 «> s NF- k B © J£ ft fls J: 0 S - 5 > * a * * ^ <^ 
— if - 2 (COX-2) (Dm.te^-%$L%VQ®\'f~Z>^k-t)>X~%Z>b3% 

^5, t£o.-C, #3B9ifc#SE*i&Jfc*tt* lll^rt fc*5 it 5 rib. 

x <o fcmmftm * m.-r zmfemm t vx bmmxhz km&£ 

# 38 93 # b f* . flS^flEife^ScW**** NF- k B Sr 

SttflS 3 * 5 f&SfcK «fc 5Jffi0*fflJ&T'© NF-kB © fi& >fb & Pfi « "f- 

fcv* tf s DHMEQt iSSi^^f^fflliS!)*^ 

p-<fc 0 ^y/hrvylcPT), ^ # / t >f v' ^ (DNR) 

ft © fct JK 0 £Q & V V DHMEQi- J:5^Sliif ffiiS^* 
«: & L £: ^ <5 . V^f t^^u*3V^T 1> D HM E Q fiiili^©^ 
5k * HI 3£ i" 5 - £ # ^ v% W * ft 7t „ 

•j/ z/ (dnr) . x f sjf v k (etp) ) x mm u x t> s utr © t> © k it 

g?b"C, — ii 1$ 3 2>> 20 f£ © NF- k B f£ & Mffi *» US £ & T 
V^ifcSrJLVHtiLfc. r tUC «fc <9 . DHMEQiaSRlll 

DHMEQt i5ttt*«H:J:5 NF- k B JSttft © Ifi* 
CoV>Ti-<5fc6l^ #ffifi**!l (# b ^ V ^ (CPTK y 
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r> j J > ^ (DNR) ) ^DHMEQSr#^U-CK*#IBJiaSr«!!^U 

i&ftimfemnm&i&m*m£.£^.z ©tif«« dna 

iot, NF-k B <Dt£&{£1fitim £ tl5 i: , *»lflSriT # h — 

1^5. t:t\ #3§^#bte> DHMEQ^Wifillt^f ffl 
Lfc«^fctt*3b*as#fcftS^^tt&v N DHMEQ 
(Dlfr&Wkffim KSStf 5 B*»l&t*ti~ 5 in vitro J£ % ft) ffll 3b £: 

& *5 % %imm%\* zfeffi t u -c » . nf- « b & fg 44 <t $ * 6 #t 

^vy, ^ * y ,v tr f ^ ft if Sr 3* »f * - i: * s * 5 - 

r. t »c J: 5 . ** W 

||»^4fc«:,NF-icB ^fl&ttft Ri*^ffl^Tt> iv^. 

NF-icBSrflH4-fbS j er*tl&*©«^NF-icBOiSi4^%ia#'rsfc 

fcHffiv>5ii:tL-CtJ:^. £ s NF- * B tf> ttte & PI ^ 1" 5 

fcfcfcis ^fcJblBgll&SrttS t Mt/t MS* 

4f5 - £ i: ctv^ 0 
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t til ^ii i: t 5 iiftt ^ t « t If 4 D 5 r i: T* 5 „ lE^^B^- 

f r©^>^*^?!roai©f K • ?ft ^ <d w £e ~e & & ° 
*rfU ft £ b *^ fffi^-XA^bts^ 

jfcfeas»fe£Lftv^#/i'*v#®St£wlfi$>b?&ffc<o^fcfcft 

S 14 * s ^ & 4: x ^/^yffeiM^^l^ i N jfeW 

rt&«Bia<S^mtt* 5 ffe^J-< r. t s £fc _h # & f»J £ & 5 o 

£t±©r i^bs ^ISW^^-BBIKia^tlfcW:. Bt $8 AS It M IS. 

— J|g5£ (1) "C^ $ 5 ikik^ f± s Wipf b^-^J^ife (Synthesis, 
12#, 1549- 1561 H, 1995 ¥) *P C T & it "T * r. # * 
5. 




Iga : N — ( 2. - T 7V U S 4 ;V^< 1/ y J /V) - 2 , 5 - * h 
- 7 8-5 Ot, ff*L<tt*ftT-es ^ (7) O - T >V 

tt, Rt;Kffi«it5i^i95t (2) tvf$tl5N- (2- 
^^^-<^y-f/V) - 2, 5 - ^ bdrv'T^y^-fb-a-^ 
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X^b : 3 - (0-7^*/^t!lft 1 ^^7$K) - 4, 4 
- *J>T )\> = * is ~ 2, n^^f-v 5 ^ / ft © W 

Jil5T-#btLfc^; (2) ©ffc 9 J —Asia i£<omm^m 

ffi £ it: > - 2 0 ~ 5 0 *C , ^*b<f*7lC^TT% ^7t h^fv'a 

gEife^^/w&fln*., If tK> ^^7K-eiiR^sfe^b N #J ^ 
tsriia^ 5£ (3) t*^53 - (o-T/w^/^^f- 

!)f a^^7^ F) - 4, 4-v ? T/U3= 3 rv'-2 > 5 - 5/ 9 P ^ 
-9" 5? ^ / 

X © c : 5 , 6-x/jf^ri/-4, 4 -^T^=i^t/ - 3 - t !) f 
q^;l/7 5: K — 2 — 9 n^^iry ^ ft f§ M 

5£ ( 3 ) -C^^^t^)3 - (O-TA'J&y >f A'tU f P^f^75 
K) - 4, 4-v ? T/^3= 3 f-v / -2, 5-v'^n^^ri^v J ^y^ : S: 
^ £lj (f }«7t * 9 J — flslzV) K&MZTt. - 2 

0-5 0^. »*L<tt*ftTt^ ig^ftTkmTk&^Tk^ft^h 
*nx.s &fifci§»u *$iWtl- Y V ^atK^^s i& tR ~e l© #: 8fc 

* i~ 5 > ^it&rTirhVfc:^ p-byw^^^/l^* 
yi^jdPx., U-CJPR3|s|-fls^*Sr^'»i-*- * 9 / — * 

!7-f— "CttftlUT^ ^ (4) T? ^ $ tt 5 5 , 6-^#3rV-4, 
4 - ^7/^ v' - 3 - t !) f n 'f /V7 U' - 2 - p 

Igd : 5, 6-x#^v'-2-t!Jf P'f/^^ Y - 1 - *S 9 

(4) (D 5 , 6-^3^ d E t v'-4, 4-^7/V3^^-3-t 
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yf p/f;l/7^ K - 2 - is 9 o ^ ± / is it^ & ( & 4fc ^ 

<fc * # * & * ^ ^ ^ - x /v #g ft: * if ) ?r »D ^ > I#t^i5P>S^ 

K— 2 — i/^n^^-fe^ — 1, 4 - & ^ & & b tl & o 

T5; p _ 2 _ v'^n — 3r i? / iX (la, DHM2EQ) tf> P $!J 

5£ (5) t^^S5, 6-x#*'>-2-t!Jf 
K — 2 -v-^ a^^r-fe^ — 1 , 4 -v^^STs^gK^ 9 J — As . 
=r- * J -/W. THF*^) l3l!K» - 7 8 ~ 5 0 °C. 0*b< 
«:tK^T-C> SItc^I (fcm it* t? M h V V & ft i? ) 

tf? ^ V - 4 - t K - 2 - V ^ 

n^^t; y (DHM2EQ) £> 5 o 

X @ f : 3 , 3-v?T/W='^^-4, 5-***'> - 6-k Kb 

5£ (4) (7)5, 6-^>H^^-4, 4-^7^a*V-3-f 
y ^ n ^f yvx 5 K — 2 — is 9 a^^-fe / ^ it & Wo 9 J — Ay 

t£ z <omm bmM-fofc&mwkKifem^. -7 8-5 ot, # * u 

*7A^B'?h/77-r-4^-(f#8bT, 5£ (6) x* ^ 

1/ — 2-tUf o^/V75 K V ^ n ^ 3f -fc V 
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Xigg : 5, 6— ^tf^S'— 4-fc: K o # V - 2 - t U f o >f A' 
75 K-2-i/^ o^^t/V (lb, DHM3EQ) ©Pi 
5£ (6) T* ^ £ *b 5 3 , 3 - 5? T =* ^ - 4 , 5 - :t # ^ 

lit, S (lb) <D 5 , 6-x;|f^v/-4-t 

i)f n^^T^; K— 2 — V^n^^-fe/^ (DHM3EQ) £r # 
10 6 - t & X # 3 „ 

— jk ^ (i) x* m £ 5 it & m « » gitttfeit-fe •?> -e^c> 
m.&h*> . ^. fa h <d t& <d % x* i>m j% ~x % z> o - h h <d ffi.it . *q 

= = = W <D & m <D & m MM = = = 

i^t Mig^t5i^CltJJx.«>^Ai B fc 9 1 ~ 100 
rag/kg (ftSK #f * U < H: 4—12 mg/kg ©S^-S^ 1 

ii©sis f&f 
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tf% ^ j* IBS ft if ) l:i*XliSfi#t5±^iit-*iPS 

y ^ ^- /U eg CO sf y ^ — ; vm , =^ #K ^" P — ^ * . ^clif ©tt 
m n p _ t p * ^ V £ £ # Ife ^ * 7 1 'I'S ^ 6& JR flU ^bci^y 

UTiilT?#5, # ^Hr^flk flfcjfFk fife»k St^Jitt> ?L 

>- b y v j±m (Dffimm, v ^m-? * 

,u ? m> <D mnM , # y ^ ==■ ^ T ^ = — A* . t Fn^v/nl^/vt 

fiffc £ UT. fL8k ^ijtDy^^fffiltllTt, air n y 
/v. K 9 ^ 9 ^-*K:*l*i^-C# 5 0 

-C t> <t <^o ftflcftttt, 7k s US-ill^ $ tt 6 li^i . 

3 ^ _ jf v N *K y If =. T >v — A' . #!llf = M?n!)Ky, * 



WO 2004/002465 ^Q.> PC^^D03/008134 

38 

:/ * ^ A , T 7 k* T A , *tV>, if^^^s * 3£ > if V -fe 

y ^ , /nt^y^u ^y^^wi/^y^ — /w, ? ir y 

\z*5v zmmm. mnm. mmn. mvtmmfc&v z>® 

io Dr&m. %mm. mmm. umm, mmm&m. sfcfcfbau ^« 

&k *f-h#k pHlI^j, #ffi*£t££0 fc ^OggftJiM^Srffl 

v^^ri: t>-t?# s 0 ztih tomtom n mm (o&^&tiLi&fe 

m&MtfLZ ti Z> * j&*5 % r. tt h <o mto m (o o % . m^<oUM 
S*t5J*5K 09*.Wk £5£fk»K «fiau 

<5 o 

^ #j (o Mr w- m & u r k m ^ i~ s o 

— ;v m (O %B T tv =i — jv , v a ffik h — * N ?L 3£ <£> ~ £t IS . 

25 k Ko^-y^P k Ko+^^o A'tA' 

;i,i7f;i/, U > T *r /U 3^ — /\s ^ ^ y ^ k* * 
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mm * <o — ^ ^ (i) -e * £ 5 it -a- 4& * a t (d m m & w ^ fp 

10 l^'jLSil (t^l^^) C^t^li, l~90lt%©^tl» 

LV^„ ^ p ^#Jft if <DWLn<OWi&te. f* . W 3& # 
1-3 0li%^tS*5O^ff*LV\ £ £> fc^ #gPS#t 
15 5 S= It #J O # K . $J # £: 1 ~ 1 0li%^tH5O^ 

^ <d m m it it , pa m n\ ( f l m > & » > ^ k ^ *s , ^ ^ ~ h - ^ ft 

if 0> HF Sk ^W>'3> = ^ 3 s . h V ^ n a %/ ft if Ox ^ ^ >- . 
20 a & # V * a „ ^^TK^^fy £ A ft if <D 

ttl 4& * ^ & i? n ~ * ft if k 3>J (fy^ycOffi, T 7 tf 

T A N if 7 ^- >- s T/^^r^^7-hy!?A N ^f;V-fe;Vo- ^ . 
^ /H? /i^ n — N sHjJ lf^/Hf o !J K 1/ N ^!) lf=;i/7^3- 
N t Ko^f^yn if/i/tyi'B^^, # /i^ n — * ft if ) „ ?i 2R. 
25 #J (^•7 i Ty^^.-^^'^v / !>^x * /i' * > 7k St 8s #0 4£> ?& s ^ 
nrf-;u % ^y 3 -^?ft) N $ & #J ( 7 s ^ 7° V N if 9 f ^ 

5fc > j&dl ir A» n — , CMC • Na, CMC • Ca s ^ @£ # /V */ ^ K „ ^ ^£ 
zk 3f 7- h y ? A N 7;w^^it h P !>A4if), *^ 9fc $H H #J ( 9L 

-fYvm, ^ =- h - ^ , # & » * s & if k 
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( & «■ m tK , ^0*t^7K, =* -r « „ ^^X», h * * o = ^ * , 

m 44 # * s EDT A N ^-^-^y = — /USfc*^©*^— ffi^^TK 
It ^A, ^^-g£^^hy!>^^ L-T ^=/^^i> n V # 

^ ci xi $ J • — jv s ^y^/VT/va-zv, 7iy^/l'v ^ 

>fh ^ ^ if = ^ r> a ft if k # ® ?s t£ #J ( 7k * 8s t ^ ift > ^ 
jj y 8 o , 20 ft if). m<w#J ( ^ ^ ^Bfe. i^S£> f ^ 

# ifc T* ft *> H 3 o 

»4x *NM^ 1ft ^ ft V N 3f| -n" > J. Sambrook, E. F. Fritsch & T. 
Maniatis (Ed.), Molecular cloning, a laboratory manual (3rd 
edition), Cold Spring Harbor Press, Cold Spring Harbor, New 
York (2001) ; F. M. Ausubel, R. Brent, R. E. Kingston, D. D. 
Moore, J. G. Seidraan, J. A. Smith, K. Struhl (Ed.), Current 
Protocols in Molecular Biology, John Wiley & Sons Ltd. ft if 
^ 3p l& ft :7° n h 3 - ;i/§^|Bt^^S> 6 VMi frl £: ^ fffr b 

fc^. Qfc^Lfc^&^fflv^o * tL . m is <e> t* us y h -^mfem 

ft*5. BlT©^I^l?fflV^fcS;(la)t?S$^5ft^® (DHM 
E Q ) fi N WOO 1/12588 Al (73 MM &\ 1 ~ 5 fcm^. £ V 

ilLfc, £AT> ^(la)T^ frZfc&m* TDHM2EQJ tW 
0« N 5£ (lb)T'^ $ fl Z * TDHM3EQJ k W &m& & & 

< mm m i > 

*f As */ 7 Y T V ~t 4 ( Gel shift assay ; El e c trophor e t i c 
mobility shift assay (EMS A) ) {Z. X NF- k B <D t£ 14 it & P ^ 
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^5, DHMEQIi HUVECs (mBffifc\ZXffi& «t 9 ^ §g b ) 
^*3V^T TNF- a (Techne), IL-1/3 (PEPRO TECH EC LTD), LPS 

(Sigma) \C £ 5 NF- k B ©gftft «r 3 /x g/ral T? ^ £ K #1 frJ b „ 
m 2 tt HUVECs £r TNF- a t IJ i U fc H © D H M E Q t i 5 
5 NF-icBjStt<lit»t5lfl*a*Sr*t.^**fttt£lT©i:feO 

HUVECs 5:EtT©J: 5 I- LTDHMEQ^i!fj&SL;fc 0 i- 

* 9 J — ^X-fttilVIt DHMEQSr. HUVECs S:t*UTV^5§ 
^^cotfi^x-^ ^ ^ i~ ^ ^ ft 5 £ 5 , i£ * co l%ft«r^ 

1 0 AP U 37°C . 5 % C0 2 7? 2H#ra^>'3r3L^ — h b fc . 

D HM E Q «r 2 BlFllu^lLfc HUVECs tifeiO HUVECs £ 
tl^etl 10ng/ral TNF- a N lOng/ral IL-1/3. lO^g/ml LPS t? JW » 

u c -r * % , z ti^tKDm^wt* temm \^ . ? — * ^ ^ -t h# m 

(0. 5. 10. 30#^K 37<C N 5% C0 2 T?-f y^a^- h Lfc,)> 
15 £«£^^^y^^Lfc o S*;fc*fflJ&& 400/ i lC9 buffer A (lOmM 
HEPES (Sigma) : pH7. 9 S 1. 5mM DTT (Merck) . 0. ImM PMSF (Sigma) ) 

tiaiv 15 frm&u u it& i5ooo x g X- 5 frm& & 

|&*Lfc 0 400 /i 1 O buffer A £r flP XL > 15000 X g T? 5 # FfSJ it 

ife U . ±fif *m3x b fc o & . 40/z 1 O buffer C ( 20mM HEPES : 
20 pH7.9 N 25% if V ir n — /KH*fc3*K 420mM NaCl ( II * 3* ) . 
1.5mM MgCl 2 (W jfUb^K 0. 2mM DTT. 0. 2mM PMSF) % M X. , *g T* 
^ytf^^LTiSBII&SrlBiBLx 20^Iffl»ISU/t^ N 15000 Xgt*5 

# TO » to K J&M* _t » «: III Jfc L . ^n?r^ttm^<bbfcio 4 M 1 ©T 
IB<^^^^*U =f ? U f- K (Pr omega) N 2/tl CO [ y - 32 P] -ATP 

2 5 (AmershamK 2/t 1 <£> 10XT4 PNK buffer (0. 5M Tris-HCl (Sigma) : 
pH7. 6 N 0.1mMMgCl 2N 50mM DTT N ImM spermidine. HC1 (Sigma) N ImM 

edta(p mfc^)) &>bn;t. mm*-e±A isni t bfc G £ 

10units/M 1 CO T4 polynucleotide kinase (Takara) $r 2 /z liPix 
37°C-C 10 #KIRJ& $ SJ&*&> TE buffer ( lOmM Tris-HCl : 
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PH7.5, ImM EDTA) & 80/^1 JqfcRj&SrJtfcfc. ~ ft & Nick 
column (Amersham)-C«f«i 32 P T? 7 ^ A> £ ft fc NF- k B ^ P - ^ 

&#fc 0 

^^^-y =f ;7 W Hr f- K : 

5'-AGT TGA GGG GAC TTT CCC AGG C-3' ( IB M # # l) 
3' -TCA ACT CCC CTG AAA GGG TCC G-5' ( @H W\ # # 2 ) 
#C N 5 X binding buffer ( 375mM NaCl, 7 5mM Tris-HCl : pH7. 0, 
7.5mMEDTA, 7. 5mM DTT. 37.5% ? V i? a — >V > 1.5% NP-40(^- 
*7^T-^^)n 0.5ju g/ml BSA (Sigma) ) ^ 4/i 1, Ug/jil CP 
S tfc poly dl-dC (Amersham) & 5jug^<7>^^fctl#)Sr*n 

* 17 /z 1 icftiJ: 9 ft S 7k & An *. fc „ * - - V 7 v m 

<D 1/ ~? JV fc f4 $ b fc #C p65 #l ft: (Santa Cruz) 3: 0. 5/x g ^^*B 
L fc „ r ft fc 32 Pt7^^^fcNF-icB/a-yi: 3 ju 1 M x. „ 

25^ 30 # m v =^ a - b u fc . * <o %. 1 i^rafcb^tfts 

JfE^MbTSoV^fc 4% /*? y T i7 !) /V7 ^ K y A* (polyacrylamide 
gel) (6. 7mM T 2 V >V T % K ( aery 1 amide ; 30/2 ; fP t£ ) „ 1. 25ml 
10XTBE buffer(0.9M Tris-boric aci d ( M jfC it ^ ) : pH8. 3 N 20mM 
EDTA) > 42ml H 2 0 s 500 n 1 APS(ammonium p er oxodi su 1 f ate ; P M 
fc^K 50 m 1 TEMEDdWIUb^)) © ? */W£ 20/il©1f^^ 
;H:77"H l> 150V T? $jc Sj b fc „ ifctb^s ^ & 5 fc 3£ b , 

?73u7,$^'-?xn.y : T4l/l? ( Western blotting) feK i 9 , 
TNF-a T? Ifo! Sfc b fc B# © ICAM-1 . VCAM-1 „ E- "fe W ^ ^ ^ 

(E-selectin) D HME Q^^x Sii^l^fc i: - 6. 

TNF-a i|MA© £ # ICAM-U VCAM-1 <D % f4 #J % ^ 9 Bf T» t° — 
^ & m x. , E-i? W^^©^mtej|«^ 6 B# T t° - ;7 £ & £ 5 
JOS N @3l^ti9(lDHMEQ^ 2 fl# ft* & 31 b fc HUVECs T? 

f±*ft&&##^©v^ft©«mt>8i*fc»ffl£ftfc.^*#8s 
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D HM E Q £ 2 H# M Hfi & S U HUVECs iUfcl© HUVECs £r 
*l-e*L lOng/ml TNF-a T* *i« L . iSS!: t P b fc„ r. 

£UH lysis buffer ( 20mM Tris-HCl : pH8. 0. 150mM Nad. 2raM EDTA. 
lOOraM NaF(gBJ!Mt^K 400 n M Na 3 V0 4 ( 15 & it # ) . 1% NP-40. 
llig/ml n 4 =?• 1/ (leupeptin ; ( ) IS it 4* it W 3£ ) . 

In g/rol 7yf^>fV (antipain ; (#) ft £ it ^ W 25 M ) . ImM 

pmsf) & an x. . 7k JL -e 5 # r £ k: it # u * a* e> 3o^iH^{bt, 

1 5000 x g T? 10 # US! it >h frc: a> ± flf Sr H3 IR b tc . tf> _h 
(D^^/^^S^iS^^'^v'^^y !) 7^ b^^^t (Bio-Rad) 
"C^iL. IllriSUfcfc^ 3XSDS loading buffer (150mM 
Tris-HCl : pH6. 8 „ 30% ^!) ta-/K 3% SDS ( 01 jiC -fb ^ ) . 
0. 03mg/ral ^ n 7 i / — As ' ~7 As ~- (broraophenol b lue) . 
150 /i 1/ml 2- ^ -f y $ J — As (2-mercaptoethanol ; H M it 

£ . *P Z-1t lysis buffer ^IJlO 5 ^llf i t fc„ - 
tt & if ^ > ^ £ b . 12. 5 % * J 7 ^ !I ^ 7 5 K -9* ^ 
(polyacrylamide gel) ^fflV^T^^^Sb L-fc 0 m^?**3^> ^ 
/H^O^^^^RS: PVDF Hi (Amersham) t31 h y is ^ 7 r — b N 5% 
7 A ^ As 9 (skim railk ; % Hi ) £ t? TBS buffer ( 20mM 
Tris-HCl : pH7. 6, 137raMNaCl) t* / n ^ y ^ Sr o fc „ -£ <£> 
^ N ICAM-1 (Santa Cruz). VCAM-1 (Santa Cruz). E-ir \s ? ^ 
(Santa Cruz) ^frL^e*L£>#t#:£r/I^T PVDF J!fl£:ft#^:/££r£ 

$ h JJl * *t it »C « Lfc 2 (ICAM-1, VCAM-1. ^ E- 

-fel/^^-V02^^i[^ (Amersham S. TJ^ Santa Cruz) ) 
■tbT, ECL fe^ «fc «9 £ 7 >f /l' # & ii: „ 

< m #i 3 > 

El 4 d ^ i" £ 5 6 Jfa.3* (H»#©lfiL?fcJ:»9W8!lK HL-60 $flfl& 
( jNB Jfe '< V ? £ 0 01 A ) * TNF- a ifol * L x 3. 6. 9 &f m & <D B 
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huvecs . m& hmmnm i> ^ £ * *>o 21 1& ^ sn* 

T <Z> i: *5 9 t? o 

24 s /V / V ~ h t HUVECs £3:^ n^^^^^b 
(confluent) i# * U fc . it M <D U I* . 9. 8g/l t& » 199( = 
y * "f i 9*4), 1.8g/l NaHC0 3 (Wako), 10ml/l 1M Hepes 
buffer (Sigma) , 30mg/l ECGS (Becton Dickinson), 6ml/l --w* 9 
yth5!>Amit»(ftB*fi). 10 % heat-inactivated 
FBS(JRH)-e*So ^rom. ^T^HifcSrfTofco DHMEQ& 2 
B# FfU ftf *Gi 3 L fc HUVECs bf&®iM<D HUVECs 3r fl lOng/tnl 
TNF- a jfc] » b ^ ^IJ^^O, 3, 6. 9 HI O 6 i t>* t b & 

teHUfl-M^tteifil^^ HL-60 ftlJ&O HUVECs % & W fa 

X m ^ 1t a 

TNF- a T? fit % m v £ * ^ & HBSS+ ( ~ >^ * -Y <fc 9 * ^ ) t 2 0 
gfc W 500 m 1 ©^i (»fi&©»fife : 9. 8g/l » i& 199 (^ *y * -f £ 
tyflhij.), 1.8g/l NaHC0 3 (Wako) , 10ml/l 1M Hepes buffer (Sigma) , 
30mg/l ECGS(Becton Dickinson), 6ml/l ^ /< U^t 
tt$t (3fc H ^p p p ) , 10% heat-inactivated FBS(JRH)) T? J§ i& 2fc 
SrffV^ SlfcSfcte 2.5X10 6 cells/^^/U. HL-60 j& fit 7X10* 
cells/* * /HC 3 <fc 5 I- # * /I" K Att fc„ 5% C0 2> 37°C"C* 1 
B^IW'f^^a^— * ©fft HBSS+-C 3 HI ^£<£> 

^tg^^H^i-oT HUVECs fc&JtUTv^fra&ffcfc**.*:. 

P;±©i5l^tt^ iffitfflifHiJSr^^l* NF-/cB o «SH4 <b * *P ftH 
L , HUVECs fc^ifi^^JitfeiliL^IIHII&^&^&ttffll-fctv^^ 
■C> :©DHMEQttHi^Bl^t'©g»l«ffl*^IBtfc^ 

ffl fc 5 £ # x. fe^So 
< H%0J 4 > 

EfcAT#fflJ3& & &L 3H V ^ y< m (ATL) $B ffi, <D « fife tfj 
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(constitutive) NF- K Bffittfbf »t5DHM2 EQ^Pl^f^ffl 
( 1 ) /V 7 Y T y -t 

Mm<omft\z&&i-zm^®¥&7*u^<-?-c>wfec>&& 

5 L fc o 

2X 10 6 <@ tf> ATL mi&W (MT-1, TL-0ml) i n y b n«-^iiatt 
(K562, Jurkat+TNF) £ & 10 ju g/ml (DDHM2EQT* 12 Htilfl&S 

&mf&mfr b&i&mm&mW: ufc B * fc, dhm2 e q t? 

10 tfc MT-1 RXf TL-Oml {"£ N HTL V- 1 tb7^^7t-i t fc^J3tlT\ 
^ljl/b<^^il&t^"t?^ NF- kB ^iS'tfc'ftSUTV^So »J!at*'K562 (# 

mi&&<d & fkmmmw) r±«j$w nf- k b «r»*fcv^/i&;*-cfc 

9 (ifta V b n - /V) , Jurkat+TNF fi s TNF ^1 tfc Jurkat $8 

Jfitfc-CibS (Iftftay bo-^). 
15 NF- k B =* — (Promega) & [ 7 - 32 P]-ATP £ *K 

U W^-^ K^E-t-^ (PNK) £rfflV^5fc$}&7^<A'bT 32 P m g$ 

NF- k B ^ a - 7* £ ft U Ufc o 

^tt fcfci <£> ^ ^ * 2 a* g *B ^ £ > 10, OOOcpm fam<D NF- <c B 

7V— 7* t & 20ju 1 ©^U a — J»» t? jS ^ U . ilt 30 # M ^ 
20 £-^fc 0 ^J&m£>^?&£ 7.5% # V T ? V J^T ^ K^/vti^* 

ife^z-zm 5 ^ ^ i~ o ft & > ia > fc^b 6 w — >• ^ jo t . r - j 

{iDHM2EQ**Q;SO^m. T + j (JD HM 2 E Q&I^^t 

Sr^t. *«2 h B-;nc*3tt5 r - j t r + j 

25 &s Tcorapj i:^ t^^$ti-CV^5 <t 5 ^> ^HSK^o— ^JeJ: 
5 Ift ^ la # (T + j li^^^^^lETT'W^t) (D^^Sr^U, 
i/?7~fl' ^ NF- »cB3fe^ia?!ll-^S6<jT**>5 r. <b5r^i-o 

@5l^ti 5^xDHM2 EQ^It ioTATLlPllfii (MT-1, 
TL-Oral) fc *S « NF-icBCv'^t^^liffi^Lfco — # % K562 
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X . NF- ic B <D m t£ -ft WL £? £ tt X ^ ft V^ 0 

(2) — 3fi J S J P7' ^y-fer-f ( Reporter gene assay ; 

Luciferase assay) 

NF- k B <Di|te^?£tt£:8!l^i-5fctf>, NF- k B ^ IB ?'J & 6 ^ t° 

37^^— ifn:/;* l>7^ b (6kB-Luc plasmid) £ W — ^ — t b 
Tffl N r O 7° 7 * 5 K DNA £r ATL $B J& tfc (MT-1, TL-Oml) K. U« = 
^ h a — /umZ&W (K562) fc — iit* m A U fc (2X10 5 1@$US/ h 
7yX7i^Va ><D Xtr — DMRIE-C (INVITROGEN) £ V^ 

10 Th7y^7i^^3ytfc), 12 H# |$ & «fc 0 x 5/ig/ml <Z> D H 
M2EQT^SL, 48 B# HQ ^ fl£ & HI lfc U T . NF- k B CO 4S ^ 
«ttSr^^7*9--^©»*«tti: tt^ttfco * tc „ DHM 
2 e Q-e^s b & *s- M *3 X h III ^ <£> I ¥ ffi & fr & o „ 

* *j . i£x (ornate 3mn^^^mtmmum^Mm^ti 0 

15 ii*06l^t, fc*5 % m*> r-j teD HM 2 E Q**&S 

<D JH: . T + j (1DHM2 EQfel©^*5:*t, 

0 6 CTpfi ATL HB J&tfc (MT-1, TL-0ml)-ete> A" *S 7 =c 

7-ifffitt^DHM2 EQ^St iot^l 5 0 % l£ #1 fjfJ & *l . D H 
M2EQia5 ATL 3WI US «c <0 NF- /c BlE^i&ti:«J»J8&m 

20 *L o — x ^^fr^^ay bo-/Hfite«(K562)T-li^v/7x 

v - m & $> z> ft ^ it o 

(3) *l^itiHJ:5»ff 

DHM2EQftNF-icB©t7'a=y h p65 <D Wi&'U & ~f 
5t#i^5 0 ^:t\ ATL $Blfe$c (MT-1, TL-Oral) £10/* g/ml 
25 ©DHM2EQT* 24^1MIL, ^3t^liLfc^:p65^:^%ffi 

v>-c s P 65 <D&m&&M&m'&mfc «t t> dhm 

2EQT♦i!!!Il^V^#illail:oV^T'b^ll0^i^^^T^ofc 0 
3j$*SrI2l7t^i- 0 <C *5 . S3 t» . r-j D H M 2 E Q 5fc £Q> 3 
<P Jj£ JP: . T + j |tDHM2EQlI©^|^*t, 
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@ 7 H^ti 9 I'n ATL mi&W (MT-1, TL-Oml) ^ftt > ^ ri 5 H < 

T V^ 5 r £ # ^ $ tb o 

± IE (1) ~ (3) (Djj^^^bs D H M 2 E Q & . ATL HJS© 

DHM2 E Q CO ATL #B J& l£ *f i" 5 if 51 Rl. W tf= Jl 

(1) d hm 2 e q (Dmrnmrnftm (ommfe^ &.mvr 

96 "?x^/©^U-M:> ATL $BJ3&$c (MT-1, T L-Om 1 ) & t)« = ^ h 
o — /I^J&tfc (K562) ©£-#fflJfc £ 1 X 10 s m/V ^ ^ s DHM2 

EQ^lK)OtHIII (2, 5, 10 ix g/ral) in ft £ <fc 5 $5 *B b fc „ 

-5 DMS0 <D £ ^ & MM 7L fc 1> <D (0/i g/ral) & ^ ^ h n 
' — yl^ bTfflV^/to 72 R# ffi mm & . MTT T y Sfe \ZL X . JiS 

<£> £ # & ¥0 b fc „ fB*fMTTflt (Relative MTT value) % D 
HM2 EQ**Q.I»l)ia©MTTlllMt5DHM 2 E Q ^ lH IS © 
MTUfi © tti . & fc> (DHM2 EQ«iIllilia© MTTt/DHM 
2 E Q5fc#l3giS$BJ&© MTT jg) X 1 00 ( % ) £ b "C 7& fc 0 

^mtrllS^^-r., &*5 N 13* s D(i K562, Ate TL-Oml. ■ 
{2 MT-1 ©^^: 3r^i-„ 

B8|:^ti5P, ATL JifBJfetfc (MT-1, TL-Oml) t* 14 D HM 2 E 

QmtoMmfrikM ^xm$&mm&m.m £ftz> st b N h * 

— /l^^BlSt^(K562)"Cf4^fflflSl#5fi^(S £ A/ «!f PJL ilF $ 3x ft o fc Q 

(2) DHM2EQ©HlPlf ^ffl«iH^J)5?*r 

ATL #ffij&$c (MT-1, TL-0ml)&T>* b P - /l^ #ffl flS tfc (K562) \Z. M 

UTDHM2EQ £: ft & & & 36$ 10 ju g/ral C<65i5 fc: 8**11 b T s 

i2, 24, 48, 72 mmmm^n^. mmm^^m & mtt t y -t -r & 

tJ: J; t> tft ft b „ JSE "0 *> 5 dmso <D^.^r^^SAnx.fc 1 fe»©Sr= I 

y h D-/Wi: LTffiV^fco St MTT -fit (Relative MTT value) (4 

_hia (i) kmmKLx&ftti. 
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1&&&m 9 lum-To fc*5 s HI*. □« K562, Ate TL-0ml N ■ 
f* MT-1 <T> ^^^^"to 

H 9 JC^-f- «fc 5 »C S ATL «BJfi«c(MT-l, TL-Oml) T? tt D H M 2 E 

-/wiwij&t* (K562) x*fcmjfomm&&k/vzm.mztitefr'ofco 

(3) DHM2 EQO ATL ifo. *ffl US K *t i" 6 39*19.* ft* ffl 

# 3 2flI0iJ fr£OV^ s ^ibfc ATL|ffllia(C»tDHM2 EQ?rt^ 

ii^a* lO/i g/ml J; 5 tiiB t"Cs 24 n#IRU* * 5rfr it 

Stl&*tf£JB & MTT Tyt^ffeiaDftWtfc. #|fc-T**>5 DMSO 
C5^*^^ftAPx./tfeOSr='^bo — yl^i: LT|^\ DHM2E 
Q*MIiiliko MTTfitZl»t« DHM2 E Q & 3 M <£> MTT fit <D 
tb N tft*>t> (DHM2 EQfeaSBIfi© IITT ft/D HM 2 E Q* 

^mmm^ MnDiaot, it m pjl * f£ ffl £ ffi ^ ^ - 

HlO l:*tiM^ DHM2 EQfi N V^f tl® ATL Jfe # h 

# e> n atl #m is ^ » u -c t> i« * Ra * ffl & ^ -t* - h^ii^ 

(4) D HM2 EQ<DiEt*iJlil^t«^»t5 1|M«^ffi 
IE#5|?^ JfiL<t «9 ^3*&#ltl D HM 2 E Q 2, 
5, 10m g/ml i:*5±5 fcSSJll LT, 72 1$ W *: fr M M PI 

#^ffi^r MTT T y * >f fete J: 9 tfeft Ufc. ^g£T* 3 DMSO © 
§r#^*^Px.fct><^ (OMg/ml) f P^/Ui LTffl^fCo 

^J&£>£^^ (Cell Viability) f± N hn-^ (DHM2E 

Q Tfc&S ) <£> MTT ft & 100% <b UT^-tL<h<7)itl?«Ufc 0 
JP: £r HI 1 1 te i" „ 
Hill H*ti5l^ D H M 2 E Q , jE^^^'lfa-^^^i-^ 

±|B (1) ~ (4) (Dfa&frb. DHM2 E Q ATL^ife^ 
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D HM 2 E Q © ATL %®tifc\Htt1-Z>T7jZ h — v'^^^f^ffl 
5 ATL ffif&W (MT-1, TL-0ml)Rt; = ^ b n — ^ J& #c (K562) \ZM 
LtDHM2EQl:S«lil^ 10 /x g/ml i 5 ti» UX 

72 H#|HJ&H Srfro fc^.^^* Mk£,LT^©^*ifc5VM3:|#rJt 

ofc £ fc . ^j^-CfcS DMSO O^^^^ftAP^Lfc^CD^OV^T 
10 tl^^O^f^^fTofCo 

gl^ll 2 t^t, 4ib\ HI^x r - j «DHM2EQ*^ 
3ffi ( DMSO ©30 ©^^. T + j UDHM2EQfeI©igiS:*t. 

01 2|I^ti5Cs ATL ^ He (MT-1 , TL-Oml) t It D H M 2 

EQftlia 15 T /f? h — v- * a* ^ £ at , #©»?>*-<&; as«is$*L 

15 fc.© te*tL^ DHM2EQ*^SiSSSU f 3ybn^/Hiiatl 
(K562) T? fi T # b — ^ * ft £l & * o „ 

DHM2 E Q (4 N ATL fl£ © T Ttf f — * J* ^ 
^ -f- 5 #s , 3E fiT $B © T /tf h-v'^Hl^L^V^ t 3&* 51 IS £ *t 

20 < mmm 7 > 

DHM2 EQ©^v 5 ^r^y ^^jfi*fflJfels:Sti-5it?iill.^f£ffl 

it „ * ^ * ^ 0 ^ s us £ b r n . * ^ * ^ y v in m m 

25 KMH-2 ~BlXJ- L-540 & fc . 

il^il 3II^f 0 fc*5 % El ■ tt K562, On KMH-2, • 

L-540 © & ^F-f"o 

11 3*ti:5ic x v /-? in mmm (kmh-2, L-540) -c 

«dhm2 e q m to m s k it m lt nf&mm&m.m s *i 5 © \z. 
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ft = ^ r n -7U^ffl^^(K562)TMi^J^*i5it^(i £ A, if Pfi* £ 
ft ft J0> o „ *fc s * V U ^^JS*fflJ&*fc (KMH-2, L-540)T*tt 

dhm2 EQ*asi«Fra»j:tt;flfijb"r»i!a*i«[^ia*$^«o»!:*t 

L s 3 ^ h P — ^«BJia* (K562)"Ctt^H ^|ot % KB 1I& it M & {3 
5 i: h if PI # $ tb ft o 0 

me>©ISI^b> D H M 2 E Q « , NF- s B ^f^&<)|:gftft 

it^s*^^^ y ^ in in us *i as a # i~ s & > nf- ic b m t£ 
to <z> ft = h a — 7w^ia©Ji5itfiRa*u^v>r t&mmz ti 

10 <|i|3j8> 

DHM2 E Q ©##tt#MMlBtelE#-t- * JdWIBfcfe/fl 

dhm2 EQo^attn-ftimttiiia^^i-a^jiia^f^ffloai 

g#;#14fi¥t>T «Ts Hi 2 i: PUiaifc: UTfT o fc„ ^- # M ffi 
JfefcUTW^ #3St£#MJMJ&l* 196TIB %m Wc 0 
15 ft*l:Hl4|:*t, ft *5 . El * . r - j |iDHM2EQ*^ 

T + j |j:DHM2EQ®i©S*5:^t 0 
@14H*tJ:5l^ # |g t£ # ft Iffi Ife tfc (196TIB) T*« D H M 
2 EQ^*P^S^tb^JLT;BBl!aJi5fi* s R§.§$nfc„ 

JKOg^^P,, D HM 2 E Q tt, # IS t£ # ftg IS *JB <Z> it M * ffl. 

< H #J 9 > 

MCF-7 JW US ^ *3 »t 5 NF- /c B t DNA<D^^5rDHMEQ^|Ii.$i-6 



1 . #85 

25 i-i m^mm (Dmm 

MCF-7 $BJ& (ty^7t - K*^ Adrian L. Harris 9 

£ l X 10 s mfa/ml T* 4ml ~f o 60ral dish \Z. 1 o £> # m O 

# 2tfc-rO;i;V^;: 0 §gB. 60mra dish * <D % & 2ml l£ "a* it T ^ 

U 3. 10/x g/ml tlHtfcDHMEQ^ 2^f|MII> 20ng/ml 
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<D TNF- a X«t&m l> fc „ TNF- a 30 ft fc 60mra dish ^ tf> It J& 

y * - (sucker) T? & # , $ Jfe PBS-T' 2 b cold 

PBS"$r lml A ^ % 7 ^ — V * v ^ £r;i^T*ffllfe&tttf s L(2[H]K 
15ml it ib ^ a. — Zf fc A*t . 2 tSc 60mm di sh b 15ml it <t> ^ 3. 
-^CiJa^ri*, l.OOOrpmT* 5 ft FpH jS 'C> fc ^ n -ii iff & l& * b 
fc„ ^ cold PBS"?: 700 ^ 1 A 3t . ifil: t° ^^^T^^ I 

T/^fe 1.5ml xy^y K;V7f 3.-7'^^* (2 [UK 3, 500rpm 
-e 5 ft m 5ft fc aw* . ± » * l» * L fc „ ^T^Jftfl 5 ****"?*^ 

fc D buffer A ( lOmM HEPES : P H 7.9, 1. 5mM DTT, 0. 2mM PMSF) 

400 n 1 mmm ^/v^^^^-c^^ufc^ 15 ^f B mtL, 

13,000rpm T? 5 # PQ 3ft >£> fc *>> »* -ti t* & B£ * U fc . * fc buffer A 
& 400 /x 1 f oilBi, 13,000 rpm t? 5 # Bfl ift fc »* i: iff «: Bfe * 
L fc„ & fc >^&> fc^ & 40 /z IO buffer C(20mM HEPES-K0H : pH7. 9, 
25% ^ y ir n — /I^ , 420mMNaCl, 1.5mMMgCl 2 , 0. 2mM EDTA, 0. 5mM 
DTT, 0.2mM PMSF) fc !S§ i^ £ * > 20 ft ffl W S U fc fft . 13, OOOrpm 
T* 5 # K m >b fc a> x ±iff * * y ^ ^ fc 0 Jfc b s ^ fft ffl * £ U „ 
1-2 7'a-7 , OiI 

4jli 1 <£> 1.75pmol/At 1 oligonucleotide (Pro mega : Madison, MA) „ 
2fi 1 <D 10 XT4 PNK buffer (500mM Tris-HCl : pH8. 0, lOOmM MgCl 2 , 
50raM DTT) , 2ft. TJ 6 10 n 1 <D M > £ b fc , 2/zl tf> 

[ y -32p]-ATP N 2 m 1 <D T4 PNK ^0 X. , 37 °C t* 1 0 ft ffl 4 is * * 
bt> 80/i 1 © TE buffer ( IO mM Tris-HCl : pH8. 0, ImM EDTA) 
£#Px.TR/£&#JJb£-S:fc„ 

^fc x Nick column £ * K fc ^ 9 I* x TJ^^^Tfc^^ 
& g , JiT^^^^^^^i 1 ^^- 7J7^fc?l5^L--CfcS 
TE buffer £ t>* A, fc [si HX L fc „ 3ml ©^03SK«*«rffi«r^*> 
b^T#7AfcflP;t,|g^tf^fclHJl|3ibfc 0 100 M 1©7 
^/Wb Lfc dna }gi&£, iifc^t> b * v^ «fc 5iat*7A|:ot 
fc <, T fc 1.5ml xy^y K^7^3. — ■7'$r2pilL-C 400 /z 1 ^ 
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IrJ b fc (fraction 1)„ Tfclf IV^ y^y f>7f * - :/ *P 
i $ h 400 Ml©?i®7k&#7-M;:tf>-^ W T # £■ 

az. <y s< is K 7 ^- 3. — -f \z_ m JJX b t' (fraction 2=labeled 
o 1 l gonuc leotide) 0 mi£& o fc h * ^ y 7 * ffi tf> , # >f # - 
Z> & is & — "V X ? J* k fraction 1, fraction 2 -t ft -=? ft SO ^ b > 
fraction 2 > # 7 A > fraction 1 £&5w££fl&f&bfc 0 

^ffl©!ii±SSttia$^/c DNA ^ n - Zf & m 
3X 10 4 cpm//z 1 K li @ tK # bfc„ 

DNA 7° n - ^ ©JfilE^lJ tt^ T©I "9 t* 5 . 
5' — ATGTGAGGGGACTTTCCCAGGC-3' ( SB #1 # 3 „ J. Biol Chem. 277, 
24625-24630, 2002) 

1-3 ^Sf5 (binding react i on) & £ <7* ^ (ge 1) M tb 

5 X binding buff er ( 375mMNaCl, 75mM Tr is-HCl : pH7. 0, 7. 5raM 
EDTA, 7. 5raM DTT, 37.5% # V i? a — jV , 1.5% NP-40, 1. 25rag/ml 
BSA)£r4/zl, 1 ji g/ral poly dl-dC (Araersham Pharmacia Biotecb, 
Inc) £: liilJttW«)^^y/^i5^^l:^I^ 17jt 1 fcfc 
5 fc„ rill;: 3^1 © DNA 7*o -7*S:J0 m 

fpbX^fc 25tt 20 ^B>f y^ra^- h tfc„ ^©t> 20/z 1 
o ^ $c &r 4% #57^ Ky^o^a^fciu, 
0. 25XTBE buffer Sr/Bl^T. 150V T? ^(ft Lfc. Sjc SB) & , ^/l^Sr 

2 . ^ ^: 

DHME QSrtolLtV^V^y h o «— jftB flS T? fi£ TNF- a #k 
3S 30 ^ ^ ^ NF- k B £ DNA <D S£ «r * ^ K # « !& $ ft ft # s 

D H M E Q T? *Qj 3 b fc M IS T* s NF- k B <t DNA (D & it jft S #i ^ 

^PS.* £ ft. 10 n g/ml ©HE t? NF- k B k DNA <7> jj£ f£ 5£ 
RE. iS £ ft ( EH 1 5 ) „ 

b ttL m o T . DHMEQft TNF- a i o 1 $ ^ 5 NF- ic B 



WO 2004/002465 PC^^)03/008134 

53 

< MMm l o > 

D H M E Q C» t MLiil&tMtS in vi tr o #C HI 5^ 3b ^ 

t h ?L^^fl&* MCF-7 (NF- ic B =£®3tlft?&£MbJ«0) &DHM 
E Q ; 10, 50 /X g/ml 24, 48, 72 K i& * b , It $it #1 ffl $J & 

%^fttfct I5> = y bP-/H:ft«lt 10ii g/ml ttt 24 B# 
ffl T* 39 % , 48 m ffl T? 25 % , 72 B# ffl T? 1 7 % © ft] AS ^ £ # U N 
50 jti g/ml T* 14 24R#|flJ^|$£#*IBll&t±S*fcfr&a>o;fc(ei 1 6 ) „ 

« s s. t* m ffl k # # w *b ^ *i % a* $p # i $ ft it o 

3bJM2 4>ft < . fit*»J^W:S*5 U T S r £ # S . 

DHME Q&^^rt^g'Jf^ffl^^&^sll^'J ^ ttffl^S 

MCF-7 & 6 Ml lXlOV^i/l'T'its SBDHME 

Q ; 10, 50 m g/ml © i# ift (5ml) ££-*tf>}H^<£>DHMEQ ^ * 
© DMS0(D UM B Q <D m M ^ ^. m ) (D ^ (D =i ^ h P — /Hg ifc (5ml) 
^ _L £ ^ x. fc D #*©PI4 3 Dx/ufofftofco r^S:0B# 
ffl 4: L.24, 48, 72 ff£ffli&^ Lfcm^ b y (tryps in) + EDTA 

"C Jfe £ iU 30 s L > f !J ^'y^^ - (trypan blue) tf #0 $C & fh i®J 

ut, wmm tmrnmn* & invito > dmso =» > b n 

< H US #J 1 1 > 

D H M E Q <£> fc r 3L * *B AS 1- *t i" 5 in vivo ft: 111 0 $J ^ 

SCID $ X (B#^ UTj^Tl^^f/H: 4mg/kg <£> D H M E 
Q &31 3 B j&RSttteMtta&W^b-Cs fli 0 i# 5fi #1 ftJ 

mmtzmmmmw btitc (mi 7 ). * * © 
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*E t > W-mU'J> 1* & b tl ti: -o tz. 0 

6 SCID -r^^WSB&TJt PBS 100 /z 1 -&1t IX 

10 6 O MCF-7 5rg|Lf: 0 DHMEQIi 0. 5% ^ f >t /V d - ^ t 
5 : t*7^f t 200 ix 1 T* 4mg/kg £ ft: 

5,t 5 !$i$S bfc 0 SSflJ^ W?£ t> b < tt 0. 5% * ^ yH=r/W n - * f& 
ft MCF-7 & «S0J:»}ffl3lH] N 2OO/zl«rJKiei*li5fe-5-Lfc (^8 8 
EG) 0 JM<Dft#*5£T>**£^& 7 0 *d # ^ y ^ ^ ?R] ^ U . (S ^ ) 

v^ttt, fc> $ <5 3tl 3§ s < © 7* — * # 5 *> 6 o t^t, ^: 

3SS^<&W&te&«M©*fc*«:W-*-5li&»l £ tbft-r- i£¥^r 

commmmtom\zis ft s s& & # 01 e> £ & o -c 5 ^ & #j 

cox-2 n. fF #J tf 5 «■ ^ X' 3 o cox-2 pi $ #j -e n „ mcf-7 m *r i- 5 

15 2&b t£ <£> 1^ f± 6> H & #S N fttL W MCF-7 3g /B £ tl Z> 1m1®fi& 

<£> If fit «1 $J $J ^ (Ell 8 : * fl* (Lewis lung) lit , HT-29 

Mi~ 5 COX-2 PJ.$3l] "fe V =1 ^ ^ (celecoxib ; Pharmacia) <£> 

^T^ittSr^i-) £ fcb «fe 5 £ ^fc<fct>lRl«?£*_fc©3b*fls*><5 

II Bfe ifr ife tt T 51 «5 T? £> 5 (Cancer Res., 60, 
20 1306-1311, March 1, 2000. ) 0 }\> -f * j$ It & 1 0 6 M & C5 7/B 16 

!)^©tKH^St, (G. D. 

Searle/Monsanto Co.f§#t) 160, 480, 1600, 3200ppm 

t?ii^bfci?S:^-x.fcS¥ ( n = 20/group ) <Z> 111 ft fa ffi £r 
plethysmometer ft /B T il 2 HI $j 3£ L fc „ HT-29 fc b * fl§ & M IIS 
25 ^ 10 8 filr^-Kv!>7<DiKl3:giL, llft:^^ 100mm 3 KM 
L it B# ^ «b 160ppra T?gPfi4L, 9 1 HI SI L fc „ 7* — * 
mean ± SD„ 

at m & m % ^ -r s r t a* t> a> o & „ * & % -t © <s g«j ^ jb & & m 
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^y^lj^^. df^7 x y (tamoxifen ; AstraZeneca) T? 5 ( It ^ 

m n m ye m * ^ i~ t> <o r± * fc * v^ 0 * n #j r± ^ $fc <z> v^ m m m m 

15 tt^Wt^Iii: fil^5i^?rf t5o tot, #*«)}^^ 

^ ?£■ -fb t* nf- jc b mmKi&m<D^>b&)t£? t ^^*-*~-~ 1 ?foz> 

C0X-2 tf> jg £ t> (Ott ^ — K<&-L8IH£*3V>TfiH.#-f5o 
20 1) #^^o3l#JteSt£a s ^&T<£v^£J:<9> ^L^^J^ if t ± 

m&xffi%L&&?m^o 
< m m m 1 2 > 



DHMEQOiittittlt^li«T©i^-tTofc 0 DHMEQ 
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& 10%DMSO saline + Tween80 1 » ^ IS » U % ICR t $ X <D UK 
\Z.&5-L.24mm&^ ^M&ffl^tc a ^(Ote&^O- 156, 

0.313, 0.625, 1.25, 2. 5mg/-=r r> * "CM* £ # s 5 m g / £ * T? t* BP 

I^tK^S-C £> o fc 0 5mg/-^!>*te&J 250rag/kg K £> ft 5 . 
14 LD50 187. 5rag/kg £ ft ffl U ft • 
< gt % til 1 3 > 

balb/c ;* — K * * £r t hi^SSfo^r/^^i UTffl 

hStfifli^^ia^ JCA-l &JBV^. 

DHMEQI'<t5 NF- K B i£ 14 <£> R& * #J ^ £ ill j£ i" 5 & > NF- 
jc B ©te^J&tt&JtSH^ i*4HI©DHMEQ|:#t5 NF- 
K Bgtt^i^bfc 0 l/xjf- * - K f± N NF- K B ^^IB^iJ & 6 3 t° 

^^tT^tK — ^ — ^ bT^-T^^^^- 3 ^^ h 9 ? h 
( P 6kb-Luc ) ^ ffl V^ fc 0 ^V^-^-y^^^KSr^ 
GenePOETER (r8i H ; Gene Therapy Systems) §rfl| V^T x JCA-l fi£ 

f^^^^^i? h Lfco f7y^7x^v/ 3 1 4 B#f m . 

Mfaigi&K 2.5, 5, 10, 20, 40 m g/ml ODHMEQS:HDl> 
£bte8R#rai**LT % 3BB IS «r lei JR U . />V7i7^^itt«ri 
^LfCo =2^bn — {prl>*Q.a&fT:b&V> DH 

MEQ^^tt^i'^l ( - - tt DMS °) <z>^-c*&3L<fc 

i 5 . ^i^t^t^tf ofc 0 % ^ <D * 7 ^ 9 — H 1% & & 
:|3,£T©l*lfett»&fc3|HlfTV^¥^tefc«$ffil£&ftffl bfco 

i 9 ^ 7F -r o 

1 9fcLWfe*»*J:5fc % «" ^ ^ <Z> NF- K B ?&14 tt s » -5- b fc 
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d hme qi$^i < m.m$}&&mniz±z < & o „ 

:c:H^> d hme Qii, jca-i ma© nf- k b f£t££ , 

< m m m 1 4 > 

— K-r &xmM8tT\Z, PBS 100 ju 1 Lfc 1 X 10 7 <® 

<d jca-i *fflj^^s«Lfc ce*r, m^-^^^i:i¥^)„ mmzn 
fc^^^fi. 14 0 ^ , m&x* % z & fcmm&n*istim & 

10 -e % 7^^A^30W ^/V — ^"^^It , 9* JV — ~7 2 (Gr2 ; 13 EE) 
illi 8nig/kgfrlODHMEQ^S0^4L, ^^ — ^3 (Gr3; 
13 EE) |c DMSO &m 0 L, ^/W — -7" 4 (Gr4;llEE) W: 

IHtiji^l/ft^ofc. ft £> , JCA-l $1 JKS £r t$c fll L T & V» HE & .5* 
-K-^^^^^/^-^l (Grl ; 14 EE) £bfc(£*T,IE?ir-^^ 

15 ^iIf^) 0 DHMEQ^g4LfclB <£ "9.1 0 *3 # K x # £ ( 0 
2 0) i:fli0#J:«9^ttibfcffi^fi* (021) & $0 £ L fc „ D 
HMEQ^4ffl^i 26 0 1(1, (D~? t? * & fi? #J U fll^I^ 

fi* (02 2), itm^ia^fliwtDms (02 3 k inioit 

(12 4), h ^ U y M (02 5 ; ALtpMfaf&ftV&lhm 

S„) % a ^ b % ^ ^ — ^ r ,t m SI £ ^ £ ^ n- U fc „ 

EATfcife^So *-f> 8mg/kgfrI©DHMEQg# 
m (Gr2) ft, (Gr3, Gr4) l^L, ft l^l^i^ 

2* fiilj £ *L fc (0 2 0)o L L , ±IH©it©DHMEQftt> 
25 fli£<Z> £ *L&a>o (02 1, 02 2) O ^l&fct- 

TB# (DHMEQS^I^|26Bi) fc: *3 S W 5t "C tt % ^ 
jaffltf>J|gJK<E>Mfi (02 3) J£ ffi & * * (02 4) f± . DH 

MEQ^^-SI (Gr2) t5 V» X > 0 & # H¥ (Gr3, Gr4) C^t t, 

# it \z £ a <^ » 'p & n m $ n „ * . ^ v t v y t x t± , 
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DHMEQj$4i (Gr2) fcl & V^ T , & tft 5- » (Gr3, Gr4) K St 

& $J £ L , tb tfc tfe f* L # . DHMEQOS4t<t5^li^^© 
0 £ L < ^V^ili^febtl^^ofc ( HI 2 6 ) o 
JCA-l iB&roSSI^ioT^lr^CN 

< U M ffl l 5 > 

DHMEQta^lttfUi (MM)*BJia«cO#fife W NF- k. B 

2X10 6 fli<£> MM jj^J&tfc KMMU RPMI8226, U266 & 10m g/ral <£> D 
HMEQT- 12 IFWIU #*Bfl&»A^e>®l*W»t*WI8!i^x H 

ii4<D (i) t mm <d m \z ± 5 y ^ > ? ^ t $> * -y * *t v^ x 

DHMEQONF-icBlf^ffi^ifttfc. 1©^*, MM HBJIS^ 
I^V^TDHMEQSHIia 9 NF- k B I: J: 5 v-^t^/5 s i^t 
Sifcasen&a^ftofc: ( m 2 7 O A ) o fc *5 N TNF ^1 tfc 

Jurkat ( Jurkat + TNF) ftitt^ V h D^-^i LtfflV^fc,, 
Tcorapj teftmffi?'* -Zf\C <fc s^-*- 
^ NF- K B & ^IJ i£ m m &) "C* *> « - ^ * * - 
#CK N MM $BJ&tfc KMMK RPMI8226. U266 «r 10 n g/ml O E> H M E 

Qtj&sis # an us** a* e ^ttm^ mmm4<& (1) 

i:R^<^^fe^j;«9^/^^7 b7y*Y trffV\ B# IB & iS tt: «fc 3 
NF- k B P& $ <f£ ffi & & ft b fc » © JH: & El 2 7©Bl^t. w *L 
i 9 % D H M E Q & m '<k 1 H# "C IS Hf NF- k B <£> 7£ t£ f b f± R& ^ 

$ tt „ i6 m r$ <d m & k *> -c t> w- k b <Df£®Litm.^&wm z ti 

&\z. NF-kB (Dm&4km. : 0%i&* utf— * -7 y * W £r fflV^T 
Pl^fc. * T .6kB-Luc plasraid DNA £ MM $BJ&#c KMM1 s RPM 18 226, 
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U266 Hh7y^7x^^3 >-^J:l9^AUfc(2X10 5 ^iB^/h 
7^^7i^i/3^0^^- — /VC, DMRIE-C (INVITROGEN) $r ffl 
Tb7V^7^^hUfe)„ 12 B* Wife J: 9 5 /a g/ml <£> D H M E Q 
"C 1 2 B# PbI *Qj S TT ^ DHMEQIU3 NF- icBOfe^W^J^)^: 
Srtfett Lfc. ^^^^SrIll2 7^Cl3:^-ro ^ .£ !> . DHM 
EQt^ILfcMT-1 TL-Oml fi , * S <D h <D \Z. it -> T NF- 

zc b © 45 ^ tf 5 ^ 50% m ffl £ *L 5 r. £ *s PJ3 b t>* k ft o fc . ^ot, 
DHMEQIU5 NF- jc B <D ifte ^ «] ffc'J $J * * s * £ *l 1t 0 

<mt&mi 6 > 

DHMEQlUSl^tttM (MM)*BII&8c<0*tl5»l&*f1sJB 

^ N MM KMML RPMI8226 % U266 «rffl V>T*lfc« 5 © (l) 

^^dhme Q^mmmm^M-f- zt&mmmo mtt as 0*^*1-^. 

~T (DHME Q 3S / * & 31 ) X 100% & T^-To 0 2 8 ©A 

t*tJ:5K, MM #H fl&tfc KMIIU RPMI8226. U266 liDHMEQ^) 

ft m k it m u x m m m m & ftJ * n 5 - £ * s w & ^ ^ ft ^ . 

& m N DHMEQOi|»tti1W©l*ll!l<iaK:J: Sf^^SrP^Sfe 
«U MM #ffljfetfc KMMU RPMI8226, U266 ^9 V N T > £ % 91 5 <D ( 2 ) 

t>fSia9ftWt;/t. ^©i^*S:i2 8©B(^to ft *U HI 
t©««UDHME Gl <Dmm*7F ^ ^ «ftDHMEQ*^ii 

as k at -t- 5 s *w& <z> mtt in o *b *Mit , -rft (d hme q/ 

7fc*Q;3S) X 100% ^ 2 8 © B ^ ^ tl 5 «fc 5 ^ s MM $B jfeftc 

KMMU RPMI8226. U266 ft D H M E Q <D ®> 3ffi H# RQ l£ J£ 0d U T *B S3 *t9 
5g # ft] fjjij $ % r. £ PJ 6> £ ft o o 

OV^Til^5fc^^), MM SB flSt* KMMl. RPMI8226, U266 K*tbs 10 



WO 2004/002465 PC^^003/008134 

60 

H g/ml (Dm&X* 0. 24. 48 B# PpT « £?TV^ 7 * ^ V ^ V |& lZl 

*$7#h — V^fiDftW&fTofc. m £ HI 2 8^C^^i- e 

r.*U£j:«9. MM MI&W KMMU RPMI8226 N U266 ftDHMEQ^S 
\C£ *) 7 V Wi&mf&tfQL^ . 7 h-v-^^^^^tbT 

V^ 5 ^ £ a* 93 b £ fc o fc o 

3; . DHMEQtaS MM i)St(Z)7^ * O fl ^ 3: ?ft 

fg. 1~ 5 tf> . MM #fflflStfc KMM1. RPMI8226, U266l£*j-b. 10 ^ g/ml 
72 B#P B li#^ £ ^ ^ ^ ^^# 1 b-C^(D#^fe5V^ 

&m K 1&ytmWMx*WLgk-? Z> - £ £ <£ "9 7 # h - v- * tf> & 

W^frofCo tOi*%H 2 8 ©Dtvt. MM 3HB IS « KMML 
RPMI8226. U266 121 $3 V"^ T % D HM E Q^lt <fc D W. <£> #T Jt b 
fc^^m^^tbfCo &1±©^*^P), DHMEQf*. ATL $Bfl&<D 
7# b-^^!:iit5 r. £ £ b 7c . 

< m m m i 7 > 

DHMEQlCj:5#^ttf il (MM) S#*fflJ!aOii5SP£$f^^ 

DHMEQ^^-^^#Mffi (MM) B & M J& <D Jfjfilfi^ f£ 
/B £P ^< 5 7c N MM fcfflflS (MM1, MM2, MM3) £ & # # fl& «fc 9 # lH 
b.DHMEQ 10 /z g/ml © B& "C 48 R# W J# * & *T V> . If 5fi 8B. # 
f^ffiSr MTTTy'fe^ftl-J: 9ft^tt. $f JH £: El 2 
^-T 0 ft*5. h n-/ufc bTZE^^^Jfo-J: 5 # « b *: ¥ « # 

(PBMC) £ ffl Wc „ ig^^^ttflDHMEQ^^Slfflia^^t-t-S^ 
aSBflSO MTT ft *B *t -fit s -r^^*>(DHMEQ^@/*^! ; S)X 
100% £ 0 2 9©At^^5i5l^ #3§t£ (MM) 

& * b MM afifiDHMEQOlSl-Iti tti|I^«J*J^ 
frtz.<D \zM b, IE ^ tM8 Jfo. <fc tfc¥tf-©f f ttUi^ 

if « * b ft * a> o fc o 

: © : , DHMEQtt, MM S # O MM Jfe 3$ b T fit It 



WO 2004/002465 




1003/008134 



61 



titc, D HM E Q \Z «t 5 #3§t£#Mffi (MM) & # *B IS.^ © T # 

h — ^^oiito^Ti^sfc*. (mm) 

tetML, DHMEQ 10 /z g/ml ©iSt* 72 fl# ^ & „ — 

5 ^ t K <fc K) T & h — is X (D & ft -3 0 *:(D%k%k&m 2 9 
B{3l7^i-o 029©B|:*$!h.5J:5ts #«ttfll (MM) H 
%frh<D MM iteftDHMEQiIiat)7^I>-^^i5 5 il$ 
ft N # »r JiMfc "t" <5 £ £: «: ?fc® U ft: . 
10 < H % 1 8 > 

DHMEQllU*^^^!)^^! (HL) U faW <0 « NF- k 

2 X 10 6 m HL IPS mW KMH2 > L428. L540 N HDLM2 *5 «fc U =i ^ b 
n — «B IS He K562 £: 10 /z g/ml <D D H M E Q T? 12 flflHfeil, 
15 #*BJfitfcfl> b^tt U ^1MJ4<£> (1) £ O :*f 2fc 

ia5^;v^7 HTyty ftfiv\ NF- K B PI ft Yf m & tfe ft b fc 0 
^ <D JH: N HLiJSitttDHMEQUi 5 NF- K BCv'^t/M s 
IS ffi ife "t 3 - £ & 03 6 ^ 4: * o fc ( HI 3 0 (O A ) o ft 33 % jfi 
tfc K562 (#M^^^SlfiL^^BJ3a^) f*NF-icBG>#J*l$i&ttft;& 

— # % TNF b fc Jurkat (Jurkat+TNF) |i#v?7^3yl«B- 

/I'i: l•CfflV^fc, m if 3 <^> Tcompj fii^^it&TT'n— ;/l£«fc5St£*Pl 

$ n & -e % is-y-r^fr nf- k b ^ -a- s k # m to -e & z> r £ & ^ 
t. 

25 & K: sHLlfflJISt* KMH2.L540 £r 10 m g/ml <£> D H M E Q T* *Qj 3 U N 

&immwfr hmmmm&mmv. mmm 4 <d (1) £ 1^ $10 # ft 

J: 9 ■y;i'V7 hTyt-f fir „ ffl B ii £ 5 NF- «c B PS. m 
^ffi^^f^bfc ^iil^f^TISlJ NF- k B 

<kt±iaft $ tt. 16 i^ra©«F^iJ:*5v^Tt> nf-k b <z> «r a- fb ffl. ft # 
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J#Jfc£*L5©as?fcW-C#fc: (@3 0©B), 

NF-KBtt, p50. P65, c-Rel (D&Mf&m^ b * 5 ^ # & 
So ^r-Cv HL $B J&tfc KMH2. L428 N L-540. HDLM2 »C & T HI 
&} S <ffc $ T 5 NF- KBO^^H^^^V^T^ft^^TofCo 
5 HlWUJ:|ai©^i£fc^f t NF-/cB O p50, p65 N c-Rel ^ 2* 

C}I^t 0 03 0©ClI*tJ:5l^ p50 HMUT^-^- 

h $ HL »III&Hc©VT ^^*5V> ~C t> p50 # 31 flc f 

|:#|Et5 r £ *s fl| ® -e # fc 0 
10 L428 ft t>* KMH2 \Z io ^ X tt , D H M E Q 3g t& *> P ^ V ^ «f /V 

^^StS.^-t'^ttbro^^t/V^DHME Q #t t£ <£> NF- 
KBCtl^/ii^B^^ttTV^/J^^^i^f:. * , HL 
jHM&t* KMH2 N L428L-540, HDLM2 £ 5 u g/ml <£> D H M E Q "C 12 Bf 
ffl tHiM b , 3 NF- k B (7) # & NF- k B <D p50, p65 N c-Rel 

15 KM1r Zfofc* m^x , mi&m i K^mnJ?®: k WlM^x — /* — 

i/7 hSrfTofc e ^(D^^:^|§l3 00Dl3:^"1-o 0 3 0 (D D ^ 
f i 9 C p50t@3 O <Z> C i IrI « O 31$ * * s 

20 < ^ % m 1 9 > 

DHMEQ1' i5ftli^J^fflJl3i^* 

# y "f b > ^ (CPT) .y^v^fvy (DNR) „ h tJ? v- K (ETP) 
Sr^t®0^J Lti^, D H M E Q lu i 5 £t J31 B ffl f£ B *t 3& $1 * 

25 KlfB#© MTT T y ± «( *fc X V) tfeW bfc. ^ ©^*Sr0 3 1 

t„ ft*3. *^lft«a|^33V>-C, #BJ&te KMH2 ?rfflV^c 0 Hf©« 
#«^^fiii©SS*5it>'DHMEQli$ £: ^ 1" o # * #i ^ #J 
3J£Pgi:L N ^tlftlCoV^TDHMEQ©^, £t St ft 
*0©* % P5#WfflT?tftft Ufe„ DHMEQIi 10 /x g/ml OiSt 
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&3g$BJ&tf) MTT fa <0 *B *HHU "f* ^ ^> (*Q;3S/*&S) X 100% & 

w;$l*#j £ u -c ^ * y > ^ (dnr) & N c n&mmm t u t ^ 

h ^ K (E TP) 5: .ffl 0 ^O^m> V N "f e ^T/^5oV > >X t> D HME 

< ££%0J 2 O > 

dhmeq <t s mmmm^mm^^^ni^mmM m «t 5 nf- k 

b *g 14 ft; 0 m m \z: X z> 

&%Lmm £ Z NF- K B i& ft ft £ H ^< 6 fc m N #t ffi 

(^y^bf^v (cpt) „ y!);v^f^y (dnr) „ xhjj?^ 
K (etp) ) -eSIHefla^^l Lfcn#© nf-kB j&tMbSr^ltefll 4 go 

(1) tEi©^/V^7h7yt^ia9ll'<fc, <7) JP: & EI 
3 2©Al:*t. #^J6 0iJk::i^-C, J3& KMH2 £: ffl V> 

fc 0 0 f <z> ^ ^ r ^ r± # e> tt fc v ? ~r a* & m * it u „ m m 
3 a> b 20 {^<d nf-k b mm&m.mmj&^£. DTv^s rt^^^n 

IE fll «B Jia »C 33 T % ^^^h^iX^ (CPT) R«^!?;v/fi/y 
(DNR) K «fc 9^^£frfcNF- K B(D^/&B^&P'<5fc&, MMM 
1 t'fBfc PUSH- NF- k B 0 p50 s p6 5 N c-Rel ^ *T "f 5 #t 

ffc 5r JB ^-^-^7 h^frot, f 3 2©B 

1" . 03 2 ©BK^ti 5Cs % ^Zf Y Ti/ls (CPT) X » y tf f 

v^f w (DNR)-e^a LfcJtt^fcBife icfc^-csmft; nf-k b 
P 50 Sr A/ -e § r. £ a* p> ^ £ # o t- o 

DHMEQiaS tfcffi^ftJ 1^5 NF- k B f&14ftOP£$ 
fcoVNTfS 5 tc ##;II^£iJ ( * ^ ~f V 7 v" > (CPT) . ^ 

* / V ^ (DNR) ) tDHMEQ^ffflttfilillSJiair^at 
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7c B# <D NF- k B m ^ % H J£ #J 4 <D ( 1 ) HiatO^^v'? hTs' 
-W&fTV^ H#F^i©^£5 NF- k B PI#tf=ffl Sr&ft b fc 0 * <D 
fagzZm 3 2 O C \C ^ -T o fc *5 % #3>EttW t^V^T> ffll J& KMH2 

&c N v^axwtftfli^J-e&Sb-c^ nf-kbiisdhmeqi 

JB X 9 & < frJ $ ti it o 

< II 16 #J 2 1 > 

ATL *ffl tfc & HI B£ ft b fc SCID £ * £: ffl in vivo t? 

10 ODHMEQ©^)^ ^l^fco Jf, SCID (Male C. B17-scid/scid 
scid/scid) # ^ (CB17 3% $5 N 5 ii ft N ffl- ; SLC Japan, Inc 
(Shizuoka, Japan) ) «r 1 rag <D I L-2 U ± "? 9 — #L (TM-0 1; J. 
Immunol. 147: 2222-2228, 1991) t3~5 0PWIL> 3-4X10 7 
© ATL ffljfttt MT-2 ^lErt (C&tt bfc„ ^r^m. -e^fe^-^^ 
15 ;MH 0.5% CMC(carboxymethyl cellulose; Si gma) & \£ ffl b fc 
D HM E Q 4mg/kg-#£X «: 1 2mg/kg-ffc It & 1 <5r ^ fc> t> 9 3 
mflgaSrtt-^^-b, £#ip:fcJ:T>*^!>*o;|£fi&fL^b7c„ MM 
Sl:|j:DHMEQ^tl*V N 0.5% CMC ^ «: 1 ¥ R *> ^ 

9a3|Hl|g)ffirtJcS-^U^:. ^©^t^i 3 3 iJl^t, *3 * £ 
20 #ft^{i^7^-7^-^^-^r — (Kaplan and Myer) £ 5 fh ^ b . 

jgfcfJ-^lft^rS^te Cox-Mantel 7" * b T ^ b tc . El 3 3 ^ 
i 9 DHMEQ 4rag/kg g! # S¥ (D HME Q (+)) 14 

H *fc W & * 3$ 200 B 6 05 i£ 4 EE 3$ £ # b . ^tv^Mb^ *t fiS 
& (DHMEQ (—)) ii 5^^i^JBt StU-^tfj^Tt^S: 
25 #fc (Cox-Mantel =r * Y ; P<0. 05) o * fc. DHMEQ 12mg/kg 
jft4» ( D H M E Q ( + ) ) W: I* » SB *& & ffi 30 0t 6 EE f 5 EE £ 
# b 7c tf* N rjLlC^l^g^H (DHMEQ(-)) & 5 EE * 4 EE 
tf*$Et: b . Jjfc 3f 3* «J fc^SSi Sr#fc (Cox-Mantel ^ * h ;p<0. 05), 
ft*5> (DHMEQ(+)) tt-r^^©^S«St»^S*W:®* 
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T > D HME Q 4mg/kg <D 3 fg A & ft ^ X $ f± B * ft 36* o 7c „ 
^(D^^:. DHMEQIi in vivo l£ *5 V^ T ATL ^JfelC <t S 

r>;*f@#:05Et:&$c5 (rescue) r. t T? £ 5 £ £ tf* 93 b ^ £: ft 

5 <II12 2> 

DHME Q <D in vivo k h ^ & ft ^ Z MM 1® f& <D VgM1® M ?J) 
j|U-o^T|$-<7c 0 2X10 6 k hlff «S ft] & ft PK-2 % SCID t # * 
(7BE)©*HPSS&T^Siab. DHMEQ 12mg/kg 1 Bit I' 

io i @ 200/11 if 5 BMmKrtait ( i . p. ) b fc . -e © & N 7 0 r: ^ 

fcfiaKPftSfcS&SraiJfcb. (Sf )X(gg) 2 X0.5ia t) flf^ 

r. £ 3&s ?> t ft o fc o 

15 &fc> Sfeit3»BHitUfc«aS*l&K:a3rt«DHMEQOTaI«h- 
V if 3& $J JM- O ^ T f§ fc „ DHMEQ 10/ig/ml ^ 6l$f|g 
J^Lfck M$ftffllJ&tie Colo357 t > 20Gy © tfc It M £ It b T 6 
I^IH y^*^-^3 > tfc t f> g£ -Iffi £ffl Jfe ft Colo357 t > 20Gy 
o^Mii^ilt tfcit^^bDHMEQ 10 n g/ml Sr 6 H# BH ft -5- 

20 b/tk h #=lg$B}!$ft Colo357 ^.tilfttT^ V (Annexin)-V 

U— t?T5j«h — ^^?0»ia»»i:*>S*BJia ( T ) «: 80 J£ b % ^ <£> 

5 > DHMEQ^ititt vmrn^mm C0I0357 t*3v>t7^ 

25 h ^ > * ft 9 $ ft J&> o fc „ £ i£ *t b T , 20Gy <D Wi It B. M It 
b DHMEQ^S^LfcttJat'li, 20Gy <D £fc It H It tf> 

£ *5 $ t ft o „ 
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3 in vitro 1# *g flfij ^ l-O V^ T f§ fd „ 5Xl0 5 ©t hiiH 
ll&tfc Panc-1 N PK-8 N Colo 35 7 £: 10cm di sh fc ^ # . 2 0 ^ 2. 5Gy 
5g L < n lOGy T^ttlim#* £r?TV^ X ffi ft X 10 u g/ral 

tf> D H M E Q & 4 m m & -5- b . 24 H# FtiJ ^ 131 m f& Wli * fh M U „ ft 

^m^rlll36^^i- 0 ~ *L fc: «fc 9 % DHMEQtt4i|F B 1©IIJi 
t Mff ft ffll jfi #c PK-8. Colo357 L + # ft ^ 51 #1 ftJ 

ai^fb> -t ©^b*(4 2. 5Gy tB^ (D%L& MM It K B5 Sfr L fc «, Afc 
Itlfittttt'^oD HME Q #24 tf> ^tl^: 36S 5: L Panc-1 *5 V> 
10 ttt, SltlllltiDHMEQiOffffl-etJOJiOOf&SjSJttt 
&m2z bfc„ Colo357 £ Panc-1 X ft , 5&ttl§i!$#t£:O0f/BT*DH 
ME Q tt*B3R8)ft*£ai*Pfl!lJ 3b ^ & ^ L . 2. 5Gy <D fig It $1 IP: £: 4 f£ 
<D lOGy *B S * t? It 3£ f S r. £ & W h t ft o fc 0 

i5 mm±<Dmm (D^smm 
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4. nf- kb <Dig&4k&m.m-t- 5 r. t k x *> . m^&mmm^\^m 

5. hubs** a*, ii^t T-$> s r t t -t %m#m 3 k 

7. mftmmffiB&<oMM&w.m-i-zz.k\z.£y), mm mm mm, 

1 0 . HufB-fk^^^Tiao^: (ia)^ fcts (ib)-e 5 r £ 
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1 3. NF-kB ^gttft^-frSf&fiaS NF- ic B <&flrfBi&ttte 
5 £ ti5M*m$hf&ft t LttftSSIfi^i, 




( 5t , R 1 « tK p{t J® ;£ fc f± C 2~4C7/V*;'f/HTfc!3 . 
10 R 2 & ^ T 15 ^ (A) /5 s b (G) <7)V^-ftb^ :k "C^ £ fl <5 3£ "T? fc <5 e ) 




(E) (F) (G) 



1 4. mrta NF- k B Sr^tttt^iirSi'Sie^ ^cM^^JSrfflv^fc 

i5 i 5. H&ta nf-kB £ to £ * 5 f& tf^ K0iBJia^*fi-^) 

^cit^^it^ J: zfemx-h z r £ t -r sit i 3^ia 
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z> it # m i 4 tiBi^gia^feo 

i 7 . mufcmmm * >- ^ h ^ tfctt^^^/^^ 

5 18. tu IB >ffc # TIB© 5£ (la) * « (lb) X' th 5 r i: 




i 9. TIB<D-^;^;(i)-e^ ^nsfci^^fcte^oliis^ift 

10 m-r z>frtb<nw.mMy&mmm.mmo 




o 



15 R 2 fi. T!B<£>5£ (A)a> £> (G) <£> \,^-?3nfrX>m £ ft Z> &X*fo 5 „) 
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R 2 J4 % T IB <0 a£ (A) 36* b (G)©^f Jl^X't^5lT*fc5.) 
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a tb m S! -ft © ^ B& • f & #J o 
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2 5 IB 48 © ^ B£ • f& £? #J o 
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R 3 f3Cl~4<£>T/l'^/l'gT*&5o) 
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R 2 n „ T IB (D ^ ( A) (G) <£> V N "f 5 ift "T? ^ £ tl Z> Stfc 5 0 ) 

OH O OMe 

o:, ,r orrV ' rV i i 






R 3 0 OR 3 



R 3 0 OR 3 





R 3 0 OR 3 




( 5£ ^ R 3 & C 1 ~4 ©T/l'^^Stifc^.) 

2 9. m<Dlfc&nffl <0 -k- «> t-ffi ^ 6> H 5 It*^ 2 7 Kl|B«& tf>^ 

3 o. TIB© — JttACn-e**^*^^**^^*©*^^^ 




( 5£ <K R^TksRJ^^^fettc 2~4©7/v*;-f/i'S-efc^ 

R 2 & . T IB <D 5£ (A) 30> h (G) (£> "f tl t? ^ £ 3X § ^ 3 o ) 
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R a O OR 3 






R 3 0 OR 3 
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3 1 . 



ft* IB f ^ T IB <£> 5£ (la) * 1tte (lb) X* fc 5 r t 




1~<5 fit 3 0 ^IBS^^^Kfp^^Jo 
It jft 3 (McfB*©lfeggKf&ifc»l. 

3 5. ffilfc SB IS m jg B -f- « 4> ft < it lo(D3£5yt^3Sc#i-5fc 
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R 2 fit s T 15 © 5£ (A) ^ b (G)©^f H^X**^SSt*fc5o) 



OH 
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R 3 0 OR 3 





R 3 0 OR 3 





R 3 0 OR 3 




OH 

(G) 

( 5£ * . R 3 liC l~4©7/^^it$)5„) 
10 36. ]|fffEttft^Jfe<aT^h-:X^te:J;^T.^ft<i:t>lo 

2fc„ 

3 7. MfBffi5MJI&<z)Ttf? h - v- ^ is*4U!fcv^, Afr IB IB 0 

15 tStt^fS 5 t!E*of&**S. 

3 8. NF- K B©ffittftSriatt5 r. £ ^ «fc «3 % ft* R ■ ft ft & 
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t'^sr t^#ttt5tit3i3 5 Kmm <o Haifa Xfea 

6 4 O. HUlSjb^^I #T1E05S (la) ^ fc (lb)T? & 5 ^ <h £r 4# *£!t 



^7 £fe o 
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(E) (F) 



(St, R 3 liCl~4©7/i'^/l'itfe5 0 ) 
£ "T 5 it * iS 4 1 tIBf ©f&f^fe. 
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4 3. NF- K B £ i& t£ <fb £ * Zm^&ft 5 ^"r v -J t , TIB<^ — 
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